In this study, an innovative nanocomposite of multiwalled carbon nanotubes (MWCNTs), copper oxide nanoparticles (CuONPs) and lignin (LGN) polymer were successfully synthesized and used to modify the glassy carbon electrode for the determination of chlorogenic acid (CGA). Cyclic voltammetry (CV) emphasised a quasi-reversible, adsorption controlled and pH dependent electrode procedure. In cyclic voltammetry a pair of well distinct redox peaks of CGA were observed at the LGN-MWCNTs-CuONPs-GCE in 0.1 M phosphate buffer solution (PBS), at pH 2. The synthesized nanoparticles and nanocomposites were characterized by Fourier transformation infrared spectroscopy (FTIR), transmission electron microscopy (TEM) and x-ray diffraction (XRD) analyses.
Introduction
Chlorogenic acid (CGA) contains a large group of natural polyphenolic compounds. CGA is a family of various esters (mono-, di-, tri-and mixed esters) made from (-)-quinic acid and certain hydroxycinnamic acids, usually caffeic, ferulic and p-coumaric acids [1] . The chemical structure of CGA is shown in Fig. 1 . These polyphenolic compounds are plant metabolites and broadly spread in many plant kingdoms as well as beverages and foods, especially in coffee that has one of the highest concentrations of CGA of all plant derived constituents [2, 3] . CGA is found substantially in various forms of coffee beans. It is also found in numerous fruit and vegetables of human diet, such as apple, pear, peach, plum, apricot, cherry, blueberry and strawberry [4] . Moreover, CGA are phenolic acids with vicinal hydroxyl groups on aromatic residues that are found to occur as a result of esterification of cinnamic acids, which include caffeic, ferulic, p-coumaric acids with quinic acid [5, 6] .
Based on the ester substituent, chlorogenic acids are further classified into more subgroups such as: caffeoylquinic acids (CQAs), feruloylquinic acids (FQAs), p-coumaroylquinic acids (p-CoQAs), etc. Coffee is known to be the major source of dietary CGA intake of humans and coffee is prepared from the roasted seeds (beans) derived from a bush of the genus coffea, 66% of the world production is Coffea Arabica and 34% from Coffea canophora [7] . Traditionally, it has been believed that drinking large amount of coffee may cause liver diseases. In contrast, many reports have specified that a diet rich in CGA compounds plays an excessive role in inhibiting several diseases related with oxidative stress such as cardiovascular, cancer, aging and neurodegenerative diseases [8] . Moreover, in the last few decades the biological effects of coffee on human organisms have been widely investigated and current report suggests that drinking coffee in an appropriate amount, has a very good impact on the cardiovascular system and metabolism of carbohydrate and lipid functions [9] . CGA has been found to be active for the reduction of glucose levels in type 2 diabetes [10, 11] . Consequently, quantitative measurement of CGA in coffee samples have received a strong attention nowadays. Many methods have been developed so far for the detection of CGA in coffee beans and other plants viz., high performance liquid chromatography (HPLC) [12] , capillary electrophoresis [13] , micellar electrokinetic chromatography [14] , near infrared spectroscopy [15] and electrochemical methods [3, 10, 16, 17, 18, 19, 20, 21, 22] . However, the traditional spectrophotometry techniques are easily inhibited by the other interfering samples present in the real coffee samples. In order to overcome the limitations, HPLC can be a superior choice for the determination of CGA, although the high cost columns and the high waste of samples severely control the enlargement of these methods. To the best of our knowledge, the electrochemical detection of CGA has been barely described in the literature. Moreover, in recent years electrochemical techniques have received much attention for the detection of CGA because of their important advantages i.e. rapid response, low cost, high efficiency and relatively simple analytical procedures. The electrochemical methods have been upgraded with the innovation of multiwalled carbon nanotubes (MWCNTs) as electrochemical sensors.
MWCNTs are known for their unique geometrical, electronic and mechanical properties. In addition, polymer-modified electrodes (PMEs) offer good reproducibility and stability, increased active sites, strong adherence to the electrode surface and homogeneity in electrochemical deposition [23, 24, 25, 26, 27, 28, 29, 30] . To enhance the electrocatalytic activity for the CGA in the present work, copper oxide nanoparticles (CuONPs), lignin polymer (LGN) and glassy carbon electrode (GCE) were utilized. Furthermore, the electrochemical behaviour of CGA at LGN-MWCNTsCuONPs-GCE was studied, and a sensitive electrochemical analysis technique of DPV was established for the detection of CGA. To explore certain properties of CGA such as HOMO-LUMO energy gaps, ionization potential, electron affinity, global hardness, electrophilicity index and the reactive sites for electrophilic and nucleophilic attack were investigated. Finally, the quantitative detection of CGA in real coffee samples was demonstrated using the newly developed electrochemical sensor.
Materials and methods

Chemicals and reagents
Chlorogenic acid (CGA), lignin polymer and multiwalled carbon nano tubes (outer diameter 7e15 nm and length 5 mm) were purchased from Sigma Aldrich (Durban, South Africa). Hydrochloric acid (HCl), disodium hydrogen orthophosphate (Na 2 HPO 4 ), sodium dihydrogen orthophosphate (NaH 2 PO 4 ), sodium hydroxide (NaOH), nitric acid (HNO 3 ), sulphuric acid (H 2 SO 4 ), ethanol (C 2 H 6 O) copper sulphate (CuSO 4 ), acetic acid (CH 3 COOH) and N, N dimethyl formamide (DMF) was obtained from Capital lab suppliers (Durban, South Africa). All the other reagents used were of analytical grade.
Instrumentation
The electrochemical measurements were performed using a 797 VA Computrace (Metrohm, Herisau, Switzerland) operated with a PC supplied by 797 VA Computrace and equipped with 1.3.1 software. A conventional three-electrode system with a GCE and fabricated electrode were used as the working electrode, whereas, Ag/ AgCl (3 M KCl) reference electrode, and platinum wire were used as an auxiliary electrode. A Varian 800 Scimitar Fourier transform infrared spectroscopy (FT-IR) (SMM Instruments. Durban, South Africa) was used for the FT-IR characterization.
A Transmission electron microscopy (TEM) JEM 2100 with a Lab 6 emitter (Max Oxford Instrument, JEOL Inc., Peabody, MA, USA) was engaged for the study of surface morphology of the nanoparticles and biosensor. X-ray diffraction study was carried out using a Bruker AXS D8 diffractometer with CuKa radiation (l ¼ 
Preparation of standard and supporting electrolyte
CGA solution (0.1 mM) was prepared quantitatively by evaluating an appropriate amount in a 10 mL volumetric flask and diluted with deionized water up to the calibration mark. Similarly, 0.1 M phosphate buffer solution was prepared from sodium dihydrogen orthophosphate and disodium hydrogen orthophosphate, and dissolved in a 250 mL volumetric flask. The optimum pH 2 was attained by quantitatively adding H 2 SO 4 /NaOH, and thereafter that the solution were stored at 4 C. All aqueous solutions were prepared by using the deionized water.
Synthesis of nanoparticles
The CuONPs were prepared according to the earlier report with slight modification [31, 32] , 0.53 g of CuSO 4 was dissolved in 50 mL of deionized water to prepare 0.2 M CuSO 4. This solution primarily appeared as a green coloured solution, and to this 1 mL of acetic acid was added. In another vessel 8 g of NaOH was dissolved in 25 mL of deionized water to get 8 M NaOH. In a drop wise manner, NaOH was added to the contents of CuSO 4 with continuous stirring, and was subjected to heating at 
Real sample preparation
Aqueous extracts of the coffee samples were prepared by following the procedure outlined elsewhere [23] . 50 g of coffee from each sample was grounded using a mortar and pestle to obtain a uniform texture. An accurately weighed 4 g of sieved coffee from each sample was then boiled in 200 mL of distilled water in the temperature range 80e90 C for 30 min while vigorously stirring with magnetic stirrer. The water extracted caffeine was finally separated from the residue by decantation and was ready for the DPV analysis.
Preparation and fabrication of the LGN-MWCNTsCuONPs-GCE
The bare GCE was initially polished with 0.3 and 0.05 mm alumina powder and then washed with deionized water followed by electrochemical cleaning by cycling at a potential range from -0.5 V to 1.0 V for 40 cycles in acidified water (nitric acid þ water). This procedure facilitated the elimination of any physisorbed or chemisorbed materials from the electrode surface. Then, 25 mg of MWCNTs was dissolved in 50 mL of N-N, dimethyl formamide solution and then kept for ultrasonication for about 60 min at 30 C, resulting in the formation of a black suspension which was used for the fabrication of GCE [33, 34] . Similarly, 10 mg of MWCNTs and 10 mg of CuONPs were dispersed into 30 mL of DMF monitored by ultrasonication for about 90 min, to form a steady black suspension of MWCNTsCuONPs. The resulting electrode was immersed in PBS (pH 2) and it was activated potentiodynamically by scanning the potential between þ 0.2 and þ1 V for five cycles, at a scan rate of 100 mVs À1 . Thereafter, the activated electrode was fabricated with 5 mL MWCNTs-CuONPs nanocomposite, and then dried in an oven at 50 C for 5 min. After that the modified electrode was dipped in the LGN solution for 15 min at room temperature and the LGN modified electrode was rinsed with deionized water to remove physically adsorbed and unreacted species from the electrode surface. The resulting LGN modified electrode was then used for the detection of CGA.
3. Results and discussion
Electrochemical characterization of chlorogenic acid
The LGN-MWCNTs-CuONPs-GCE hybrid electrode was characterized by TEM, TGA, XRD and FTIR. Fig. 2A [36] . The XRD pattern for the CuONPs is shown in (Fig. 2B) . The XRD peaks confirmed that the formation of CuONPs from each precursor was in monoclinic phase, no other impurity peaks was observed in the XRD pattern. According to previous literature the XRD pattern displays two main diffractions at 2q ¼ 36.6 (110) and 2q ¼ 38.8 (111) and these were ascribed to the formation of the CuONPs in face centered cubic (FCC) and monoclinic crystal lattices [37] . Fig. 2C shows the TGA curves for MWCNTs (blue colour line), CuONPs (black colour line) and CuONPs-MWCNTs (red colour line). MWCNTs exhibited a major decrement in mass around 570 C. In the TGA curve of CuONPs, the loss of mass occurred twice;
the minor one at 100 C due to evaporation of water, the second one at above 400 C may due to the removal of organic moieties. Finally, the CuONPs decorated on the MWCNTs show different TGA curves, and it loses minor mass at below 600 C, due to the evaporation of some organic moieties. Fig. 3A displays a distinctive TEM image of the synthesized CuONPs. Furthermore, a combination of nanoscale particles is visibly observed and displaying an even distribution of particle size, with an average size of 10e25 nm. Fig. 3B shows the pure MWCNTS, these MWCNTs are hollow inner tube like structure. However, in Fig. 3C describes the MWCNTs network decorated with CuONPs and lignin polymer in a form of mixture sheets. In addition, the strong pep non-covalent interactions that occur between the tubular structure of MWCNTs, CuONPs and lignin polymer is motivated by the hydrophobic surface which plays a crucial role towards the formation of LGNMWCNTs-CuONPs mixture.
Effect of pH and deposition time
The chlorogenic acid has o-hydroquionone moiety, and it was anticipated that the redox response of chlorogenic acid would be pH dependent. The redox reaction of 0.1 mM CGA was studied over the pH range of 2e9 in phosphate buffer solution by cyclic voltammetry which is displayed in Fig. 4A . In addition, from Fig. 4A the anodic and cathodic peak currents gradually increases with increasing the pH value from 2.0 to 5.0, whilst the peak currents decrease with increasing the pH value above 6.0, and the related anodic and cathodic peak potential was also shifted more towards the negative potential side with increase of the pH. Moreover, in acidic medium the o-hydroquione is converted into quinone, it is a single step two-electron and proton transfer, while in alkaline pH the electrochemical characterization does not involve the proton transfer and is only a case of two electron reduction. Hence the 0.1 M phosphate buffer solution with pH 2 is an excellent medium for electron-proton transfer between the solution and the electrode. Therefore 0.1 mM CGA with pH 2 was chosen as a supporting electrolyte for the entire determination. Fig. 4B displays the effect of deposition time from 20 s to 100 s. The currents of chlorogenic acid increased gradually from 20 s to 60 s, after that at 80 s and 100 s the peak current are decreased. This indicate that a lower deposition time initiated more CGA to deposit onto the modified electrode surface. Hence, 60 s was preferred as the optimal deposition time for entire studies.
Electrochemical characterization of LGN-MWCNTsCuONPs modified electrode
The electrochemical behaviour of the bare GCE, MWCNTs-GCE, MWCNTsCuONPs-GCE and LGN-MWCNTs-GCE were studied by using the cyclic voltammetry (Fig. 4C ). For this investigation 0.1 M phosphate buffer solution was used as a supporting electrolyte. The scan rate is 0.01 mVs -1 with the potential range from 0.45 V to 0.55 V. The result displays that the bare GCE showed less electrochemical response; however, an observable pair of redox peaks were obtained. On comparing the electrode coating from Fig. 4C , the bare GCE has lesser sensitivity to CGA analyte. When coating an electrode with the MWCNTs, the sensitivity increases by five times when compared to sensitivity the bare electrode, with increasing current due to an electron transfer between the analyte and the electrode [38] . While coating the electrode with MWCNTs-CuONPs, the sensitivity of the electrode increases much higher with an increase in current. This is due to high surface reactivity and specific high surface area of the CuONPs at the electrode surface. Finally, the electrode was coated with nanocomposite and lignin polymer, the resulting voltammograms show an increase in peak current as well, which is brought about by the lignin where by it increases the active sites of the electrode [23] for homogeneous electrochemical deposition of CGA. The peak current increases while coating the electrode with the analyte in the order; MWCNTs < MWCNTs-CuONPs < LGN-MWCNTsCuONPs, respectively. Moreover, the modified electrodes show good correlation with the increase in peak current height as displayed in Table 1 . 
Effect of scan rate
The effect of the potential scan rate (ʋ) on electrochemical properties of the LGNMWCNTs-CuONPs-GCE was also examined by cyclic voltammetry. The cyclic voltammograms were recorded for 0.1 mM of chlorogenic acid in 0.1 M phosphate buffer solution (pH 2) as a supporting electrolyte. Fig. 5A shows the scan rate ranges from 0.01 to 0.1 mVs -1 . As revealed in Fig. 5B , when the scan rate was different from 0.01 to 0.1 mVs -1 in 0.1 mM solution of CGA, a linear dependence of the redox response upon the scan rate (ʋ) was detected, and it indicates an adsorption controlled process. Fig. 5C shown is the plot of logarithm of peak current against scan rate. The plot gives straight lines with slopes of 0.821 and 0.810 for anodic and cathodic currents, respectively. These values are very close to the theoretical value estimated for an ideal diffusion controlled electrochemical reaction [10] . Adsorption controlled electrochemical reaction process is quasi-reversible, the effect of the scan rate on both the oxidation and reduction, the oxidation peak shifted slightly positive whilst the reduction peak moved slightly negative side as the scan rate increases. Both the oxidation peak current (I pa ) and reduction peak current (I Pc )
increase linearly with the scan rate (ʋ), particularly within the scan range from 0.01 to 0. 
where DE is the difference in peak potential, n number of electrons transferred between the electrolyte and the electrode, and n which was calculated to be 2.4. The redox reaction of chlorogenic acid is based on the transfer of two-electrons and two
protons. In addition, the proposed mechanism of electro-oxidation for the chlorogenic acid is proceeded by two steps; (i) pre-dissociation of a proton to form the mono anionic species (ii) the mono anionic species is then oxidized to give a radical. The resulting radical undergoes rapidly a second electronic transfer to form a carbocation, which is rapidly dehydrated to yield the corresponding quinone, which is then reduced into chlorogenic acid during the reverse scan. The schematic illustration of the redox reaction mechanism is displayed in Fig. 6 . Fig. 6 . Schematic illustration of the redox reaction mechanism of chlorogenic acid.
Determination of chlorogenic acid
Since it is a dynamic voltammetric technique with well-known advantages, containing good discrimination against background current and limit of detection, differential pulse voltammetry (DPV) was used for the quantification of chlorogenic acid content of coffee samples refined in different coffee samples in South Africa. DPV was utilized under the optimized conditions (accumulation time: 60 s, deposition potential: -0.124 V, equilibration time: 5.00 s) in order to maximize sensitivity for the quantification of chlorogenic acid. Moreover, the linear regression curve (peak current versus CGA concentration) in the range of 5e55 mM with the R 2 ¼ 0.9950 was obtained (Fig. 7) . In addition, the sensitivity of the proposed technique was tested in terms of the limit of detection (LOD) and limits of quantification (LOQ) values. The LOD and LOQ were calculated using the following equations: 
LOQ ¼ 10S m ð3Þ
where s is the standard deviation, and m is the slope of calibration plot. The LOD and LOQ were found to be 0.0125 mM and 0.2631 mM, respectively. The values obtained in this work are well matched with the earlier reports [20, 39, 40, 41] and are presented in Table 2 .
Real samples analysis
The reliabilty and applicability of the LGN-MWCNTs-CuONPs modified sensor was estimated by the detection of chlorogenic acid in real coffee samples by a standard-addition procedure. Prior to the examination, the coffee samples were ground into fine powder with mortar and pestle, then accurately weighed. In addition, to prepare the 0.1 mM coffee sample solution, the coffee residue was transferred into a 10 mL volummetric flask, then dissolved and brought to volume by 0.1 M PBS (pH 2). The sample investigation was carried out by DPV method using a recovery test process and the results are summarized in Table 3 . The recovery of the real samples ranging from 97 to 106%, and the RSD values were less than 4%. The obtained results proved that the proposed sensor can be used effectively for the detection of chlorogenic acid in real coffee samples.
Electrophilic and nucleophilic sites of chlorogenic acid global reactivity descriptors
To explore the sites which are favorable to electrophilic and nucleophilic reactions, quantum chemical calculations were performed with density functional theory (DFT) and standard basis set 6-311þþG(d,p) . For the precise analysis of active sites, both the electrostatic potential (ESP) charges and hirshfeld charges were computed. The electrostatic potential map generated on the basis of electron density indicates the sites susceptible for electrophilic and nucleophilic reactions. Since the oxygen atom is more electronegative than hydrogen, the hydroxyl groups behave as a nucleophile. The blue colour surface over the aromatic hydrogen atoms reflect their electrophilic nature as shown in Fig. 8 . For more precise analyis of electrophilic and nucleophilic sites, Fukui functions were analysed by incorporating hirshfeld charges (q A ) in the following expressions [32] . Table 4 presents the predicted electrostatic point charges, hirshfeld charges and fukui functions of individual atoms of chlorogenic acid. The relative electrophilicity Table 4 . Charges (Electrostatic, hirshfeld) and Fukui functions of chlorogenic acid. orbitals, certain local reactivity descriptors useful to understand the reactivity of chlorogenic acid is proposed (Table 5 ).
Interfernce studies
The established technique must be sensitive and selective to the analyte for real sample applications. Hence, other potential electroactive species should not have a substantial interference effect on the analytical signal. The interferences resulting from foreign substances on the redox reaction peak current of CGA at the surface of LGNMWCNTs-CuONPs sensor under the optimal conditions was also calculated by DPV technique. For these investigations, the interfering species were added at various concentrations (a hundred fold) higher than the concentration of CGA (0.1 mM). , NO 3 À ) were calculated, and the results indicates that the ions were not influenced on the detection of CGA. The results are displayed in Table 6 and the tolerance limit was well-defined as the concentration which give an error of less than 5.0% in the detection of CGA.
Reproducibility and stability
The reproducibility of the proposed LGN-MWCNTs-CuONPs were determined. To study the reproducibility of the established method under the same conditions, four modified electrochemical sensors were independently examined in a 0.1 mM CGA solution. The result shows a promising RSD value of 1.78% (n ¼ 6) which indicates that the results were reproducible using LGN-MWCNTs-CuONPs. In addition, the stability of the LGN-MWCNTs-CuONPs sensor was examined by measuring its response current to 0.1 mM CGA when the modified electrode was stored in PBS (pH 2) at 4 C for six weeks. It exhibited the response current and retained 93.2%
of its initial value after six weeks storage. The repeatability of the current response of LGN-MWCNTs-CuONPs electrode to 0.1 mM was estimated. The RSD is 4.1%
for six succeeding determinations, indicating a good stability of the proposed electrochemical sensor.
Conclusions
A facile electrochemical sensor based on LGN-MWCNTs-CuONPs nanocomposite was effectively fabricated. The electrode shows significant response for the electroredox reactions of CGA on the surface of the LGN-MWCNTs-CuONPs-GCE associated to unmodified GCE as well as changes their redox potentials to the fewer ones.
Under the optimized conditions the linear calibration diferential pulse voltammetry plots for the dtermination of CGA ranges from 5 to 55 mM and the limit of detection and limit of quantification found to be 0.0125 mM and 0.2631 mM, respectively. In addition, this study establishes the useful analytical efficiency of the prepared fabricated electrode for the determination of cholorogenic acid in real coffee samples. The applicability of the sensor was tested with real coffee samples, and the good performance of the LGN-MWCNTs-CuONPs-GCE provided a promising alternative sensing application of CGA in the food industry. The proposed electrochimcal sensor signifies a good and easy technique for monitoring CGA in real samples demonstrating a excellent analytical performance due to its extended linear dynamic range, reproducibility and repeatability associated with a simplicity and low cost design.
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